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Comparison of SYBR enzymes and standards in lllumina library quantification g .o
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Objective: QC Results - Qiagen
Comparing various SYBR enzymes and DNA standards for accurate quantification of libraries generated for : — -
lllumina next-generation sequencing. 25
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Success of qPCR library quantifications depend on the s Sample
accuracy and reproducibility of standards used in addition to Cycle Number Sample Prep & Quality Control
the ability of DNA polymerase to efficiently amplify all
daptor-flanked libraries. We the (i) Roche SYBR QRT-PCR: Confirm anchors and . . Efficiency of Enzymes:
p B B
Green, (ii) KAPA SYBR Fast polymerases and (iii) Qiagen concentration Concentration vs. Insert Size This data indicates that
QuantiFast SYBR Green and the PhiX standards and KAPA pre- 1000 the KAPA enzymes has
diluted standards to determine the relative importance of greater sensitivity with
these two factors in library quantification by qPCR. larger amplicons than
s Roche, resulting in
£ accurate quantification
g of lllumina libraries of '
) S various sizes.
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Stidard Game dilutions of PhiX were plated on plates 1
4 and 2 to test for reproducibility. A Third Average Clusters
v \ plate was run with pre-diluted KAPA DNA
h \ standards. Identical lllumina libraries were 350000
3 sy loaded on all plates in triplicates and run o0
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*Average clusters for six consecutive flowcells loaded with (i) Roche-generated concentrations and (ii)
5 KAPA-generated concentrations.
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E Conclusion:
oz oo s e i cummy | amt Our results indicate that the DNA polymerase from the KAPA SYBR Fast kit is better suited to library
w quantification applications. The Roche SYBR Green kit showed significant variability in respect to cluster
generation using the obtained concentration from RT-qPCR, possibly related to sample type or insert
) samle size. Similar results were obtained with the Quantifast SYBR Green, in that libraries with atypical
° fragment sizes were inaccurately quantified. No differences were observed between the two types of
Comparison of enzymes: Three plates were loaded with lllumina libraries and PhiX standards. Both plates standards used, making DNA polymerase the determining factor in the successful amplification of each
were amplified with three different enzymes: (1) Roche SYBR Green (2) KAPA SYBR FAST (3) Qiagen QuantiFast. library. This enzyme is also amenable to automated liquid handling, allowing high-throughput sample
Cluster counts from the Illumina sequencers were analyzed with respect to concentrations obtained from the analysis, making it ideal for core laboratory settings.
\ enzymes. Biomark




